Isolation and identification of bacterial strains were accomplished independently of FA staining by standard bacteriological procedures (1, 5). Gas-liquid chromatography was performed when needed; in addition, strains identified as Bacteroides bivius and Bacteroides disiens were submitted for confirmation to L. V. Holdeman, Virginia Polytechnic Institute and State University, Blacksburg. The sensitivity (positive FA/total positive culture ratio), specificity (negative FA/total negative culture ratio), false-positives (positive FA/total negative culture ratio), and false-negatives (negative FA/total positive culture ratio) for each kit were determined by comparison of the FA and culture results. When a clinical specimen showed false-positive FA results (i.e., positive FA staining with no subsequent isolation of Bacteroides spp.), a pure culture of any other strain(s) isolated from the specimen was stained to determine whether these other organisms reacted with the Fluoretec-F or -M antisera (or both). Alternately, when members of the B. fragilis group or the B. melaninogenicus group were isolated from clinical specimens which were FA negative (falsenegatives), pure cultures of these colonies were tested with the appropriate FA reagent.
Bacteroides species are the most common etiological agents of anaerobic infections in humans. Since many of these organisms are frequently resistant to commonly used antimicrobial agents, it is important to identify these bacteria fast enough to assist clinicians in planning appropriate therapeutic regimens. Fluores melaninogenicus group were isolated from clinical specimens which were FA negative (falsenegatives), pure cultures of these colonies were tested with the appropriate FA reagent.
In the first part of this study, 116 colony smears of various species of anaerobic, facultatively anaerobic, and aerobic gram-negative rods were stained with the Fluoretec-F and -M polyvalent antibody reagents. Overall, the sensitivity of the Fluoretec-F kit for colony smears was 90%, with false-negatives being due to the failure of B. vulgatus and B. distasonis to stain. There were no false-positive results.
The same organisms were tested using the Fluoretec-M kit ( Overall, the sensitivity of the Fluoretec-M kit with pure isolates was 100%, and the specificity was 95%.
In the second part of this study, the test kits were used for staining direct smears of clinical material. A total of 188 specimens were examined. Of these, 27 were from blood culture bottles, 81 were from various body fluids (including pleural, peritoneal, amniotic, and synovial fluids), and 80 were from wounds and abscesses.
Smears of purulent material and body fluids (other than blood) were prepared at the time of culture. Blood culture medium was smeared for FA examination as soon as growth of gram-negative bacteria was detected in blood culture bottles by Gram stain. Table 4 shows the results of Fluoretec-M staining of clinical specimens. B. melaninogenicus group organisms were detected by FA in 16 of 17 (or 94%) of culture-positive specimens. The one FA-negative specimen yielded B. asaccharolyticus. Thirteen (or 8%) of the specimens were FA positive but culture negative. Of these, one was not received in an anaerobic container, and one was from a patient receiving antimicrobial therapy. The sensitivity of the Fluoretec-M was 94% with direct clinical smears, and the specificity was 92%.
Two major problems were encountered in the course of this study. Both of these involved falsepositive direct smears of blood cultures with the Fluoretec-F reagent. In one of the cases an unidentified anaerobe was isolated. A colony smear of this organism was also FA positive. The organism was forwarded to the Centers for Disease Control Anaerobe Laboratory, which confirmed it as a gram-negative anaerobe; no defmitive identification could be made, however.
In the second case, the blood culture yielded a K. pneumoniae strain which stained with the Fluoretec-F antiserum. The same organism, isolated from the patient's urine, was also FA positive. To our knowledge, this is the first time that a facultatively anaerobic gram-negative rod has been FA positive with the Fluoretec reagent. The strains are presently undergoing further study.
Although their accuracy is not absolute (>90%), the Fluoretec-F and -M kits are a useful adjunct to standard anaerobic techniques for rapid presumptive identification of B. fragilis and B. melaninogenicus groups. Using FA, these organisms were detected and presumptively identified in clinical material in 1 to 2 h and in blood cultures as soon as growth was noted. Physicians were notified in all cases and were able to adjust therapy accordingly. When using Bacteroides FA staining, the presumptive nature of the results should always be stressed, and the results should be confirmed by culture.
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